Abstract: Sorghum, a naturally drought tolerant crop, is genetically diverse and provides a wide gene pool for exploitation in crop breeding. In this study, we experimentally assessed friable callus induction rates of seven sorghum varieties using shoot explant for the generation of cell suspension cultures. The cell suspensions were characterized in terms of cell growth and viability profiles as well as gene expression following 400 mM sorbitol-induced osmotic stress for 72 h. Only ICSB 338, a drought susceptible variety, was readily amenable to friable callus formation. Cell culture growth plots of both ICSB 338 and White sorghum (used as a reference line) depicted typical sigmoidal curves. Interestingly, Evans blue assay showed that ICSB 338 cell cultures are more susceptible to osmotic stress than the White sorghum cells. The osmotic stress treatment also triggered differential expression of eight target genes between the two cell culture lines. Overall, these results suggest that the genetic diversity of sorghum germplasm influences friable callus induction rates and molecular responses to osmotic stress, and could be further exploited in plant stress biology studies. Therefore, we have developed a valuable resource for use in molecular studies of sorghum in response to a range of biotic and abiotic stresses.
Introduction
Sorghum (Sorghum bicolor) is the fifth most important cereal crop worldwide after maize (Zea mays), rice (Oryza sativa), wheat (Triticum aestivum), and barley (Hordeum vulgare) [1] . Due to its wide genetic diversity [2, 3] and its natural ability to tolerate drought [4, 5] , sorghum is a good model system in studying osmotic stress responses in cereals. With the current trajectory of global climatic change, which is characterized by an increase in the frequency and duration of drought episodes [6, 7] , biotechnological initiatives to develop drought stress-tolerant crops are pivotal in attempts to alleviate food insecurity.
Biotechnological studies aimed at understanding a range of fundamental processes in plants require, amongst others, in vitro experimental systems utilizing callus and cell suspension cultures. germination medium (2.2 g/L Murashige and Skoog basal (MS) medium [29] ; 1% (w/v) sucrose; 5 mM 2-(N-Morpholino) ethanesulfonic acid (MES); pH 5.8, adjusted with 2M KOH; 0.8% (w/v) bacteriological agar) using sterile forceps. Seeds were left to germinate under dark conditions in a growth chamber at 25 • C for 4 days.
Initiation and Maintenance of Callus and Cell Suspension Cultures
Shoots from 4-day old sorghum seedlings were cut into 5 mm sections and used as explants for callus induction on sorghum callus initiation medium [4.4 g/L Murashige and Skoog Basal Salt with Minimal Organics (MSMO) medium [29] ; 3% (w/v) sucrose; pH 5.8, adjusted with 1 M NaOH; 0.8% (w/v) bacteriological agar] as previously described [27] . Media were supplemented with plant growth hormones (PGHs) naphthaleneacetic acid (NAA) and 2,4-dichlorophenoxyacetic acid ( Only soft easily breakable (friable) calli were maintained in culture by sub-culturing 4-5 week-old callus (broken into small pea sized pieces of about 0.5 g fresh weight each) onto fresh sorghum callus induction medium. Light microscopic analyses of four-week old friable calli were carried out to evaluate their cell morphologies at the Laboratory for Microscopy, University of the Free State, Bloemfontein, South Africa. Friable calli were used to initiate cell suspension cultures. Three large clumps of actively growing 4-5-week-old friable calli (approximately 10 g total fresh weight) were broken into small pieces and placed in a 250 mL Erlenmeyer flask containing 50 mL of sorghum cell suspension culture medium [4.4 g/L MSMO [29] , supplemented with 3% (w/v) sucrose, 3 mg/L 2,4-D, 2.5 mg/L NAA, pH 5.8] . The flasks were placed under dark conditions at 27 • C on an orbital incubator shaker with agitation at 130 rpm. After 4 days, the cell culture medium was topped up to a total volume of 100 mL with fresh medium and further incubated until cultures reached the desired cell density. This was done for three independent biological replicates per cell culture. To maintain the cell suspensions in culture, cells were sub-cultured every 10-12 days by transferring 30 mL of culture to a 250 mL flask containing 70 mL of fresh sorghum cell suspension culture medium.
Characterisation of Cell Suspension Cultures
The growth curve of the suspension cultures was monitored using the settled cell volume (SCV) method as previously described [30] . SCV readings were taken at two-day intervals (same time each day) starting from the day of sub-culture until the suspension cultures of three independently established cell cultures were too dense for consistent and reproducible sampling. The viability of three independently established cell suspension cultures was estimated using the 3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium bromide (MTT) assay as described [28] . Sampling started from the day of sub-culture until the day cells reached the stationary growth phase. Sampling was repeated for each biological replicate cell culture to give two technical replicates.
Osmotic Stress Treatment
Cell suspension cultures of both ICSB 338 and White sorghum were sub-cultured as described above. On day 8 post sub-culture (corresponding with the mid-log phase on the growth curve), each cell culture was sub-divided into two 50 mL cultures each for control and osmotic-stress treatment. This was done for three biological replicate cultures. Osmotic stressed cells were treated with 4 mL of a 5 M sorbitol stock solution, making the final concentration of 400 mM sorbitol. The same volume of autoclaved distilled water was added to all the control cultures. Immediately after treatment, the cultures were gently mixed by swirling the flasks and cells were sampled for the estimation of Agronomy 2019, 9, 218 4 of 18 cell viability assays using the MTT and Evans blue assays at 0 (immediately after treatment), 24, 48, and 72 h. Sorbitol treated cell suspension cultures of ICSB 338 and White sorghum were harvested at time 0, 6, 24, 48, and 72 h following stress treatment, and immediately flash frozen in liquid nitrogen and stored at −80 • C prior to RNA extraction.
Viability Assays of Sorghum Cell Cultures
The MTT and Evans Blue assays were conducted as previously described [28] . For the Evans blue assay, minor modifications were made. Briefly, cell cultures were sampled at 0, 24, 48, and 72 h post-treatment. However, the boiled control samples were only taken at the 0 h time point. The cell samples were stained with Evans blue, washed with water, and the internalized stain released by disrupting the cells and evaluating the dye concentration spectrophotometrically at 590 nm. The baseline viability of cells sampled at 0 h was assumed to be 100%. Cell death at each time point was calculated thus: the difference in absorbance between each sample and the 0 h control sample as a percentage of the difference between the boiled sample and 0 h control sample.
Light Microscopic Analysis of Osmotic Stressed Cell Cultures
Microscopic analyses of ICSB 338 and White sorghum control and sorbitol-treated cell cultures were carried out using a Nikon Eclipse E200 Light microscope fitted with a DeltaPix Digital camera (Tokyo, Japan) for imaging. Briefly, a drop of the cell culture was placed on a microscope slide and lightly pressed with the cover slip. The cell cultures were then analyzed on the light microscope, with images captured at different magnifications (10× and 40 ×).
RNA Extraction and Gene Expression Analysis
Total RNA extraction, complementary DNA (cDNA) synthesis and gene expression analysis were carried out as described previously [19] , with minor modifications. Briefly, total RNA was extracted from the cell suspension cultures using the Spectrum™ Plant Total RNA kit (Sigma-Aldrich, Dorset, UK) with an on-column DNase digestion step according to the manufacturer's instructions. The first strand cDNA synthesis was performed on 2 µg total RNA template using the GoScript TM Reverse Transcription System (Promega, Southampton, UK) according to the manufacturer's instructions. Quantitative real-time polymerase chain reaction (qRT-PCR) was performed using the SensiFAST™ SYBR ® No-ROX kit (Bioline, London, UK) on the Rotar Gene-6000 (Corbett Research, Sydney, Australia). The PCR reaction mixture consisted of 10 µL SensiFAST reagent, 0.4 µM each of the forward and reverse primers, and 5 µL of 30-fold dilution cDNA in a final volume of 20 µL. The qRT-PCR thermal cycling conditions were as follows: denaturation at 95 • C for 3 min followed by 40 cycles of 95 • C for 10 s, annealing at 56 • C for 15 s and extension at 72 • C for 25 s. All PCR reactions were carried out using three biological replicate cDNA templates.
Gene expression analysis of eight selected targets corresponding to proteins previously identified as highly responsive to drought stress in a sorghum isobaric tags for relative and absolute quantification (iTRAQ) experiment (unpublished data) [31] was performed. The genes and their gene products are SORBI_3008G134700 (aspartic peptidase), SORBI_3001G514200 (thioredoxin), SORBI_3003G136200 (germin), SORBI_3006G135500 (galactose oxidase), SORBI_3007G149600 (histone H2B), SORBI_3001G313200 (histone H4), SORBI_3001G073900 (malate dehydrogenase), and SORBI_3003g322400 (ribosomal protein S25). Data analysis was carried out using the REST2009 version 2.0.13 software (Qiagen, Manchester, UK) with sorghum genes Sb03g038910 [32] and Sb04g003390 [33] as constitutive reference controls. Primers were designed using the Primer-BLAST tool [34] and the sequences are listed in Table 1 . 
Forward Primer
Reverse Primer SORBI_3008G134700 5-CCCATCCACTGGAACGAGAC-3 5-ACTGCGTCCAGATGAGGTTG-3 SORBI_3001G514200 5-GGAACATCCTGGCGCATTTG-3 5-AGAGCCAGACCGACACAAAC-3 SORBI_3003G136200 5-TGCCACGCACAGAATACGAG-3 5-TACACATGCCGGAGAATCGG-3 SORBI_3006G135500 5-AGGGAAATGGTTGTACGGGC-3 5-GTGCTGGTGCACAAAATATATAGC-3 SORBI_3007G149600 5-TGCTCTCGTGAGATCGCTTG-3 5-GCAATACCACTGCGTATCTGTTG-3 SORBI_3001G313200 5-GGATCCCTGGATCTTCTGGAG-3 5-TTTGGTGGCTCTGTGGTCAG-3 SORBI_3001G073900 5-CTTCTTCAACACACGCGACC-3 5-GTGTGGTGACGGATGGTAGG-3 SORBI_3003G322400 5-AACGAGTATATGCATCCCCG-3 5-AGCAGGCTCTAGGGTTTTGAG-3 Sb04g003390 * 5-GATGAGATGCTCTCCCGTGG-3 5-TGATCTCTAGGGCCTCTGGG-3 Sb03g038910 * 5-TCCTGAAGCATCTTTCCCTCC-3 5-ACAGCCTGATTAGTTGGGGG-3
a Target gene IDs obtained from the Uniprot database. * Reference control genes.
Statistical Analysis
Two-way ANOVA analysis was conducted on callus induction rates at 5% (p < 0.05) level of significance. Student's t-test analyses were conducted on cell viability assessments using both MTT and Evans blue assays at 5% (p < 0.05) level of significance. All statistical analyses were conducted on GraphPad Prism ® 7.0b software (www.graphpad.com).
Results

Callus Induction
Because White sorghum had previously been used in callus production procedures [27] , this variety was excluded from callus induction rate calculations in the current study. The calculated callus induction rates in all seven sorghum varieties (SA 1441, ICSV 210, ICSV 213, ICSV 112, ICSB 73, ICSB 338, and Macia) ranged between 0% and 84% across media A-F (Figure 1 ). Callus induction results of the seven sorghum varieties on different medium compositions are summarized (Supplementary Table S1 ). The control medium (medium A) did not induce callus on Table S1 ). The control medium (medium A) did not induce callus on all varieties while medium B significantly induced callus in most of them (Supplementary Table S1 ). However, these callus masses were not friable (Supplementary Table S1 ; Supplementary Figure S1A ). During the callus induction period, some SA 1441 shoot explants exuded a brown-purple pigment (Supplementary Figure S1B) , whereas after a few generations of sub-culturing ICSV 210 callus masses, root-like callus tissues developed across medium B, C, E, and F (Supplementary Figure S1C) . Amongst all the seven sorghum varieties (SA 1441, ICSV 210, ICSV 213, ICSV 112, ICSB 73, ICSB 338, and Macia) used for callus induction in this study, only the drought susceptible ICSB 338 had callus forming on a range of medium types. Medium compositions E and F induced large friable callus masses on ICSB 338. However, due to the larger size of callus from medium E as compared to medium F, medium E was selected for further maintenance of ICSB 338 callus masses for the establishment of cell suspension cultures. The different stages during callus maintenance of ICSB 338 (Figure 2A ,B) and White sorghum ( Figure 2D ,E) are shown. ICSB 338 cells had a globular shape ( Figure 2C ), while White sorghum callus had elongated rod-like cells ( Figure 2F ). In order to produce enough callus masses for the establishment of cell suspensions, it took an average of 6 months of continuous maintenance in culture. Table S1 ). However, these callus masses were not friable (Supplementary Table S1 ; Supplementary Figure S1A ). During the callus induction period, some SA 1441 shoot explants exuded a brown-purple pigment (Supplementary Figure S1B ), whereas after a few generations of sub-culturing ICSV 210 callus masses, root-like callus tissues developed across medium B, C, E, and F (Supplementary Figure S1C) . Amongst all the seven sorghum varieties (SA 1441, ICSV 210, ICSV 213, ICSV 112, ICSB 73, ICSB 338, and Macia) used for callus induction in this study, only the drought susceptible ICSB 338 had callus forming on a range of medium types. Medium compositions E and F induced large friable callus masses on ICSB 338. However, due to the larger size of callus from medium E as compared to medium F, medium E was selected for further maintenance of ICSB 338 callus masses for the establishment of cell suspension cultures. The different stages during callus maintenance of ICSB 338 (Figure 2A ,B) and White sorghum ( Figure 2D ,E) are shown. ICSB 338 cells had a globular shape ( Figure 2C ), while White sorghum callus had elongated rod-like cells ( Figure 2F ). In order to produce enough callus masses for the establishment of cell suspensions, it took an average of 6 months of continuous maintenance in culture. The microscopic images were taken using a Nikon E2000 light microscope fitted with a Nikon DMX 1200 digital camera (Nikon, Tokyo, Japan). The scale bar is 10 μm.
Establishment and Characterisation of Cell Suspension Cultures
From the seven sorghum varieties used in preliminary callus induction procedures in this study, ICSB 338 was selected for establishing cell suspension cultures because it readily produced large friable callus masses in a reproducible manner across several experiments. The White sorghum variety, previously used for callus induction procedures [27] was also used to establish cell suspension culture as a reference line. Cell suspensions of both ICSB 338 and White sorghum varieties are shown (Figure 3) . The microscopic images were taken using a Nikon E2000 light microscope fitted with a Nikon DMX 1200 digital camera (Nikon, Tokyo, Japan). The scale bar is 10 µm.
From the seven sorghum varieties used in preliminary callus induction procedures in this study, ICSB 338 was selected for establishing cell suspension cultures because it readily produced large friable callus masses in a reproducible manner across several experiments. The White sorghum variety, previously used for callus induction procedures [27] was also used to establish cell suspension culture as a reference line. Cell suspensions of both ICSB 338 and White sorghum varieties are shown (Figure 3 ). The growth of three independently established ICSB 338 and White sorghum cell cultures was assessed using the SCV method and sigmoidal growth curves of both cell cultures are presented ( Figure 4A ,B). Both growth curves showed three distinct growth phases; the lag phase, the log phase, and a stationary phase. These phases occurred in different days in the two cell culture lines ( Figure  4A ,B). The viability of the two cell suspension cultures, estimated using the MTT assay showed patterns similar to those shown by the growth curves ( Figure 4C ). The cell viability was low during lag phase. During log phase the viability increased until the cells reach the stationary phase where the viability gradually decreased, possibly indicating a change in cellular metabolism as cells stop multiplying and nutrients become limiting. The growth of three independently established ICSB 338 and White sorghum cell cultures was assessed using the SCV method and sigmoidal growth curves of both cell cultures are presented ( Figure 4A ,B). Both growth curves showed three distinct growth phases; the lag phase, the log phase, and a stationary phase. These phases occurred in different days in the two cell culture lines ( Figure 4A,B) . The viability of the two cell suspension cultures, estimated using the MTT assay showed patterns similar to those shown by the growth curves ( Figure 4C ). The cell viability was low during lag phase. During log phase the viability increased until the cells reach the stationary phase where the viability gradually decreased, possibly indicating a change in cellular metabolism as cells stop multiplying and nutrients become limiting. 
Comparative Analysis of the Two Sorghum Cell Suspension Cultures Following Osmotic Stress Treatment
Sorbitol-induced osmotic stress was imposed on the two cell cultures in order to compare their responses in terms of cell structure and viability, and gene expression following the stress treatment. Osmotic stress in both ICSB 338 and White sorghum cell cultures was induced using 400 mM sorbitol, while all control cultures were spiked with an equivalent volume of sterile distilled water, at day 8-post subculture. For each sorghum line, three biological replicate cell cultures were used in the experiment. The effect of osmotic stress on cell cultures was also evaluated using MTT and Evans blue assays and microscopic analysis of cell structure. For both the MTT and Evans blue assays, statistical analysis was conducted using the Student's t-test at 5% level of significance.
Cell viability of control and sorbitol-treated cells for ICSB 338 and White sorghum cell cultures using the MTT assay are shown ( Figure 5A,B) . Generally, the viability of control cultures of both varieties gradually decreased over the duration of the experiment (0-72 h), although this decrease was not statistically significant. However, the sorbitol-treated cell fractions showed a statistically significant transient dip in cell viability 24 h post treatment for both cultures ( Figure 5A,B) . Cells seemed to recover from the stress from 48 h, with a remarkable increase in viability being observed in White sorghum cells 72 h post treatment ( Figure 5B ).
Evans blue test measures cell death, the inverse of which is cell viability. The Evans blue dye is absorbed by cells, which have a damaged plasma membrane (PM), thus making them permeable. This test was used to estimate the cell viability of control and sorbitol-treated cells. However, cell viability measurements were only carried out starting from 24 h post-treatment, with the assumption that the cell cultures used had 100% cell viability before treatment and immediately after treatment at time 0 h. Individual plots of cell viability results of the two cell cultures following 72 h of osmotic treatment using the Evans blue assay ( Figure 5C ,D) and a comparative plot of the sorbitol-treated samples of both cell cultures ( Figure 5E ) are shown. A significant decrease in cell viability was observed for the entire 72 h of osmotic stress treatment for both cell cultures ( Figure 5E ). However, ICSB 338 cells seemed to have been affected more by 400 mM sorbitol, as compared to White sorghum cells. This is explained by a steep decrease in cell viability from 97% at 24 h to 54% at 72 h, while for White sorghum, the decrease was from 95% at 24 h to 72% at 72 h post sorbitol treatment ( Figure 5E ).
Changes in cell structure of ICSB 338 and White sorghum cells were observed using a Nikon Eclipse E200 light microscope at a magnification of 40×, 72 h following stress treatment. Figure 6A ,B show microscopic images of control and sorbitol-treated cell cultures of ICSB 338 and White sorghum, respectively. It is clear from Figure 6 that sorbitol treatment caused changes in cell structure, with the main feature observed being plasmolysis. However, there were no discernible differences in morphological changes triggered by osmotic stress between the two cell lines. Changes in cell structure of ICSB 338 and White sorghum cells were observed using a Nikon Eclipse E200 light microscope at a magnification of 40 , 72 h following stress treatment. Figure 6A ,B show microscopic images of control and sorbitol-treated cell cultures of ICSB 338 and White sorghum, respectively. It is clear from Figure 6 that sorbitol treatment caused changes in cell structure, with the main feature observed being plasmolysis. However, there were no discernible differences in morphological changes triggered by osmotic stress between the two cell lines. Eight-day old cell cultures were treated with distilled water (controls), and 400 mM sorbitol (treated) for 72 h. Microscopic images were taken using a fitted light microscope DeltaPix digital camera at a magnification of 40 . CW indicates cell wall; ECS, extracellular space; PM, plasma membrane; CC, cytoplasmic contents; N, nucleus; and SC, compressed cytoplasm. The scale bar is 10 μm.
A comparative gene expression analysis was performed between ICSB 338 and White sorghum cell culture lines in a time-course experiment. All eight genes tested exhibited differences in expression between the two cell cultures at least at two time-points during the 72 h stress treatment period ( Figure 7 ). Expression levels of SORBI_3001G073900 and SORBI_3003G322400 genes were strikingly different between the two cell culture lines throughout the stress treatment period. For others such as SORBI_3008G134700 and SORBI_3006G135500, relatively similar basal levels were observed under control conditions at 0 h, followed by similar gene suppression trends 6 h after stress treatment. However, White sorghum cell cultures exhibited a rapid up-regulation of both genes at 24 and 48 h post-stress treatment, possibly indicating differences in gene regulation between the two cell culture lines. Overall, the qRT-PCR results suggest some inherent genetic diversity between the two cell culture lines, which may contribute towards differences in osmotic stress adaptive responses. However, more experimental studies are needed to validate the functions of the genes in osmotic stress adaptation. Eight-day old cell cultures were treated with distilled water (controls), and 400 mM sorbitol (treated) for 72 h. Microscopic images were taken using a fitted light microscope DeltaPix digital camera at a magnification of 40×. CW indicates cell wall; ECS, extracellular space; PM, plasma membrane; CC, cytoplasmic contents; N, nucleus; and SC, compressed cytoplasm. The scale bar is 10 µm.
A comparative gene expression analysis was performed between ICSB 338 and White sorghum cell culture lines in a time-course experiment. All eight genes tested exhibited differences in expression between the two cell cultures at least at two time-points during the 72 h stress treatment period ( Figure 7 ). Expression levels of SORBI_3001G073900 and SORBI_3003G322400 genes were strikingly different between the two cell culture lines throughout the stress treatment period. For others such as SORBI_3008G134700 and SORBI_3006G135500, relatively similar basal levels were observed under control conditions at 0 h, followed by similar gene suppression trends 6 h after stress treatment. However, White sorghum cell cultures exhibited a rapid up-regulation of both genes at 24 and 48 h post-stress treatment, possibly indicating differences in gene regulation between the two cell culture lines. Overall, the qRT-PCR results suggest some inherent genetic diversity between the two cell culture lines, which may contribute towards differences in osmotic stress adaptive responses. However, more experimental studies are needed to validate the functions of the genes in osmotic stress adaptation. 
Discussion
We established and characterized an in vitro experimental system that could be used in studies aimed at understanding sorghum adaptive responses to a range of stress factors. In such tissue culture experiments, reproducibility and low callus formation efficiency are a challenge in establishing fine cell suspensions. In this study, we encountered low callus induction frequencies (Figure 1) , the production of potentially toxic pigments, possibly as a form of defense mechanism by the plant against wounding (Supplementary Figure S1b) , and long periods of callus induction. Similar problems have been encountered in other studies using different sorghum cultivars [9, 17, 35, 36] . To produce enough callus for the purposes of establishing cell suspension cultures and Figure 7 . Sorbitol-induced gene expression in sorghum cell suspension cultures. ICSB 338 and White sorghum cell suspension cultures were exposed to 400 mM sorbitol-induced osmotic stress for 72 h. The cell cultures were harvested at 0, 6, 24, 48 and 72 h for quantitative real-time polymerase chain reaction (qRT-PCR). Error bars represent mean ± SE (n = 3). *, ** and *** indicate significant differences between ICSB 338 and White sorghum means at each time point, p ≤ 0.05, 0.01, and 0.001, respectively.
We established and characterized an in vitro experimental system that could be used in studies aimed at understanding sorghum adaptive responses to a range of stress factors. In such tissue culture experiments, reproducibility and low callus formation efficiency are a challenge in establishing fine cell suspensions. In this study, we encountered low callus induction frequencies (Figure 1) , the production of potentially toxic pigments, possibly as a form of defense mechanism by the plant against wounding (Supplementary Figure S1b) , and long periods of callus induction. Similar problems have been encountered in other studies using different sorghum cultivars [9, 17, 35, 36] . To produce enough callus for the purposes of establishing cell suspension cultures and microscopic analyses, it took an average of 6 months for ICSB 338, SA 1441, and White sorghum varieties, whereas callus from the other sorghum varieties (ICSV 112, ICSV 210, ICSV 213, ICSB 73, and Macia) used in this study died.
Different medium compositions have been used in different sorghum studies, aimed at identifying the most optimal nutrient medium that will produce enough callus, be it for plant regeneration or molecular studies [9, 10, 36, 37] . Sai and co-workers [36] evaluated 24 diverse sorghum varieties for their callus induction responses with two types of media, MS and nutrient broth medium supplemented with 1 mg/L kinetin, 1 mg/L NAA, and 1 mg/L 6-benzylaminopurine (NBKNB) using shoot tip explants. They reported a good response of callus induction for all the genotypes used on both media. Liu and co-workers [9] reported callus induction rates of between 38.7% and 84% for all the eight media types used in the study. In the current study, sorghum varieties ICSB 338, ICSV 210, and SA 1441 showed higher callus induction rates of 84%. However, during maintenance, ICSV 210 calli exhibited reduced growth rates and ultimately stopped growing. Differences in genotypic callus induction rates have also been recorded in other studies [38, 39] .
In the current study, MSMO medium supplemented with different PGH combinations was used for callus induction on all seven sorghum varieties. MSMO, supplemented with 3 mg/L 2,4-D and 2.5 mg/L NAA (medium E) produced high callus induction rates in all seven varieties. These results are in agreement with a previous study [27] . Although high induction rates were obtained from this medium composition, callus growth and reproducibility was still low for other sorghum varieties such as ICSV 112 and Macia, and the callus masses were not friable (Supplementary Table S1 ). Therefore, these non-friable callus masses could not be used for the establishment of cell suspension cultures. Media E and F (4 mg/L 2,4-D and 2.5 mg/L NAA) efficiently gave high callus induction rates for SA 1441, ICSV 210, and ICSB 338 (Figure 1) . Most tissue culture studies combine two types of PGHs, auxin and cytokinins for callus induction [9, 37, 40] with low concentrations of 2,4-D being commonly used in cereals [41] . However, in the current study we combined two auxins (2,4-D and NAA), a method previously used in sorghum callus induction [27] . Medium E promoted the induction and growth of large ICSB 338 friable callus masses. For this reason, ICSB 338 was subsequently selected for the establishment of cell suspension cultures together with White sorghum, both on medium E. Cells were maintained in culture by culturing 30 mL (containing approximately 15-20% SCV) of cell culture and 70 mL fresh medium when sub-culturing the cell suspension cultures and after two generations of sub-culturing, cells became finely suspended in the medium.
Plant cell growth can be assessed by monitoring either the settled cell volume (SCV) or packed cell volume (PCV) in culture, fresh and/or dry weight, or cell numbers [12] . Cell growth measurements are then plotted against time, generating a growth curve, which shows the progression of cell growth over time. The typical sigmoidal growth curve consists of three distinct phases, namely, the lag phase, the exponential phase, and the stationary phase [42] . The growth of ICSB 338 and White sorghum cell suspensions were estimated using SCV method over a 14-day period. Although both cell cultures had typical sigmoidal shaped growth curves ( Figure 4A,B) , the duration of each of the lag and exponential phases differed between the cultures. The duration of growth phases in plant cell suspension cultures are reported to differ depending on the inoculum cell density, growth conditions, and plant species [30, 43, 44] . For example, the cell growth curve of White sorghum previously established [30] shows different lengths of phases from the current study. Although both studies used approximately the same inoculum cell density of between 15-16% SCV, the lag phase lasted for 8 days [30] and four days in the current study ( Figure 4A,B) . These distinct results could be attributed to differences in culture conditions and environments, and possibly technical differences in cell sampling. Growth curve readings were terminated at day 14 for both cell cultures because of two reasons. Firstly, the colour of the cell cultures started changing from light yellow to a brownish colour, possibly indicating reduced or change in cell metabolic activity. This observation can be correlated to low viability readings observed when cells started browning ( Figure 4C) . Secondly, the reproducibility and consistency in sampling became difficult even though cells were agitated before sampling. This is in agreement with previously reported observations [27] .
Cell viability can be assessed across the growth curve using the MTT or Evans blue assays. The MTT-formazan assay is based on the principle that mitochondrial dehydrogenase of viable cells with active metabolism convert the yellow tetrazole MTT [3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium bromide] into a purple formazan, which is detected spectrophotometrically at 490 nm [45] . The Evans blue dye is effective in determining whether or not cells are alive in vascular plants. The dye penetrates through cells whose plasma membrane integrity is lost. The amount of dye absorbed by cells is then detected spectrophotometrically at 600 nm [46] . The viability of ICSB 338 and White sorghum cell suspension cultures was estimated using the MTT assay over a 14-day period. It was observed that the results of the cell viability tests of both ICSB 338 and White sorghum ( Figure 4C ) were in agreement with the results from the growth curve ( Figure 4A,B) . On the day of sub-culture, the cells were fewer in number due to the culture dilution with fresh medium and cells adapting to a new environment (lag phase), thus low cell viability values. The cell viability estimates gradually increased with an increase in cell volume (log phase) and possibly metabolic activity. Thereafter, the cell viability decreases as cell multiplication plateaus in the stationary phase possibly due to nutrient exhaustion.
Based on growth curve analysis and vital staining, the day on which these two sorghum cell cultures must be sub-cultured for maintenance and keeping the cells alive can be determined. The cells should be sub-cultured every 10-12 days after the previous sub-culture for both ICSB 338 and White sorghum. The results of White sorghum growth curve previously reported [30] are in agreement with the results of the current study. The duration of maintaining cells in culture differs depending on the initial volume of either settled or packed cells, and also from species to species. Abrus precatorius, an important medicinal plant, requires that the cell suspension be sub-cultured every two weeks [44] , while Jatropha curcas and J. gossypifolia cell suspensions require sub-cultures every 20 days [47] .
Sorghum germplasm is genetically diverse [2, 3] , making it an important resource for comparative studies in plant biology. We observed genotypic differences in friable callus induction amongst the seven varieties used in this study. Ultimately, ICSB 338 and White sorghum cell cultures provided us with two potentially distinct in vitro experimental systems for further characterisation. We designed an experiment using 400 mM sorbitol as osmoticum and assessed cell structural, viability and gene expression changes and/or differences between the two cell cultures following osmotic treatment. Light microscopic analysis showed that both ICSB 338 and White sorghum cell cultures plasmolyzed following stress treatment (Figure 6 ), which is consistent with cells placed in a hypertonic solution. Similar results have been observed in tobacco [21] and sorghum [28] cells after treatment with 400 mM sorbitol and sweet potato after a 600 mM sorbitol treatment [20] . In this study however, no discernible cell structural differences were observed between ICSB 338 and White sorghum cell cultures under osmotic stress treatment.
We further investigated the effect of 400 mM sorbitol stress treatment on cell viability of the two cell cultures using the MTT and Evans blue assays. The MTT cell viability results revealed that sorbitol caused a transient decrease in cell viability 24 h after treatment ( Figure 5A,B) . However, at 48 h following osmotic stress, cells appear to have recovered from and adapted to the osmotic stress as explained by a significant increase in metabolic activity ( Figure 5A,B) . The Evans blue assay showed that sorbitol treatment resulted in a decrease in cell viability throughout the entire treatment period ( Figure 5C,D) . However, based on the observation made from MTT assay, which measures metabolic activity, we propose that the cell viability measured by Evans blue assay can be explained as observing a transient change in membrane permeability, which is not lethal. Elicitors such as chitosan have been found to cause similar transient change in membrane permeability (or molecules leakage) when added to cell cultures [48] . Such changes occur when certain molecules are taken up by active transport or internalized via endocytosis. In the current study, sorbitol seems to have the same effect as that previously reported for chitosan. Therefore, a plausible explanation of the increase in Evans blue uptake is perhaps a sorbitol-induced activation of endocytosis, rather than plasma membrane damage leading to cell death. Thus, this study raises a caveat to the use of this assay in cell death analysis.
Variation in stress tolerance occurs within and between plant species [49, 50] . In another study, RNA-seq analysis of the leaf meristem revealed differential gene expression patterns in two contrasting sorghum varieties in response to drought stress [51] . In this study, we observed differences in cell viability results of the two cell cultures in response to 400 mM sorbitol-induced osmotic stress ( Figure 5) , with ICSB 338 being more susceptible to the imposed stress compared to White sorghum cell cultures ( Figure 5E ). We also observed discernible differences in gene expression levels for all the selected targets between the two cell culture lines in response to sorbitol-induced osmotic stress (Figure 7) . The observed differences in gene expression (Figure 7) , suggest some inherent genetic diversity in the two cell culture lines, which may contribute towards their differences in osmotic stress responses and tolerance levels. It is known that plant cells alter gene, protein, and metabolite expression patterns in response to biotic and abiotic stress factors [50, [52] [53] [54] . Such molecular changes ultimately contribute towards the maintenance of cellular homeostasis and the continuation of plant growth and developmental processes during periods of stress. However, the contributions of these differentially expressed genes to stress response and tolerance in the two sorghum culture lines would need to be experimentally validated.
We thus propose that ICSB 338 and White sorghum cell cultures are useful systems to be used in various comparative studies in plant biology, such as gene, protein, and metabolite profiling. Furthermore, sorghum has a long growth cycle, reaching physiological maturity in about 120 days depending on genotype. In contrast cell suspensions have a much shorter growth cycle ( Figure 4 ) and thus provide a continuous supply of experimental material [27] . Studies utilizing Arabidopsis [55] and soybean (Glycine max) [56] cell suspensions have contributed immensely to our understanding of plant signaling molecules [57] and oxidative burst [58] in plant disease response, and proteome changes in response to abiotic stresses [26, 59] and pathogen infection [60] [61] [62] , to mention a few. The White sorghum cell culture has been used to study extracellular matrix proteins in response to osmotic stress [19] , while the ICSB 338 cell culture has been used in a heat stress study (unpublished data) [63] . Hence, the sorghum cell cultures developed in the current study will provide the wider scientific community with an invaluable resource that could lead to discoveries in biochemical and molecular response networks of this crop towards a range of biotic and abiotic stress factors.
Conclusions
Sorghum's natural drought tolerance makes it an ideal model system for physiological and molecular studies in plant stress biology. Comparative studies of sorghum in responses to drought stress are also feasible due to the availability of a genetically diverse germplasm with contrasting phenotypic traits. The results of this study showed the effect of genetic variation on callus induction rates amongst the sorghum germplasm used, with the drought sensitive ICSB 338 readily forming friable callus masses compared to other drought resistant and tolerant varieties. The cell cultures of ICSB 338 and White sorghum showed differences in cell viability and gene expression patterns in response to osmotic stress and thus offer in vitro experimental systems for use in a range of molecular studies in plant stress biology.
Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4395/9/5/218/s1, Figure S1 : Callus induction results showing non-friable callus, phytochemical exudates and root-like callus tissue, Table S1 : Table summarizing callus initiation results of all seven sorghum varieties used in this study. 
